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Table S1. Gene name, accession number and primer sequence used for qRT’PCR

Figure S1. Effect of developmental exposure to TCDD on ROS in fetal hematopoietic cells. (A)
Expression of hematopoietic lineage markers with the lin- gate used for all analysis for both
vehicle and TCDD exposed fetuses shown. (B) Lin- cells were further analyzed for expression of
cKit (GD 11.5, not shown), or cKit vs Sca-1 to identify hematopoietic stem and progenitor cells.
The number in each gate represents the percentage of cells from each fetus. (C) DCF
fluorescence was then analyzed in each cKit vs Sca population for fetal cells from both vehicle-
exposed (red shaded histograms) or TCDD-exposed pregnant dams (blue solid line). The
putative self-renewing hematopoietic stem cell population is found in the lin-cKit+Sca-1+
population and was thus further analyzed as illustrated in figure 2.

Figure S2. Effect of elevated ROS on apoptosis in fetal hematopoietic progenitor cells on GD
14.5: Cells were stained to identify LSKs, fixed, permeabilized and DNA breakage analyzed by
the TdT-dependent nick-end labeling assay using the APO-BrdU kit from Phoenix Flow Systems
according to the manufacturers instructions (A) Lin- cells from vehicle or TCDD-exposed

pregnant dams were analyzed for cKit and Sca-1. (B) Manufacturer-provided negative control
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(blue histogram) was compared with TdT positive control (red histogram) to set the gates for
determination of apoptosis. (C) LSK cells from vehicle (blue histogram) is overlaid with LSK
cells from TCDD-exposed dams (red histogram). Data were analyzed in FloJo using the
population comparison function to conclude that there was not a significant difference between
LSK cells obtained from vehicle or TCDD.

Figure S3. Effects of prenatal TCDD exposure on thymocyte differentiation in secondary bone
marrow transfers: (A) Flow cytometric representation of thymocytes from the Vehicle to vehicle
(left FACS plot) mixed secondary chimeras compared to the Vehicle to TCDD (right FACS plot)
secondary chimeras. FACS plots are representative of four mice per group. (B) Percentage of
thymocytes derived from each donor population shown in panel A. Data are the mean + SEM
with 4 mice per group and experiment was repeated once. The white bars represent Vehicle-to-
Vehicle chimeras, and Vehicle-to-TCDD chimeras represented by blue bars. Solid bars are the
CDA45.1+ cells and the striped bars are the CD45.2+ cells. The composition of CD45.1 vs.
CD45.2 are comparable to the bone marrow (Figure 3D). (C) Differentiation of thymocytes
within the CD4 versus CD8 populations is shown within the CD45.1+ or CD45.2+ gated cells
with the vehicle-to-vehicle secondary chimeras shown above the Vehicle to TCDD mixtures. (D)
Percentage of thymocytes within each developmental stage is shown with white bars
representing chimeras derived from the vehicle-to-vehicle mixture and blue bars representing
chimeras derived from vehicle to TCDD mixture. Solid bars represent the CD45.1+ population
and striped bars represent the CD45.2+ population. Data are presented as the mean + SEM with
n =4 mice per group with a single repeat. (E) Proportion of thymocytes within each
developmental stage derived from each donor is shown with white bars representing chimeras
derived from the vehicle-to-vehicle mixture and blue bars representing chimeras derived from
vehicle to TCDD mixture. Solid bars represent the CD45.1+ population and striped bars
represent the CD45.2+ population. Statistical significance determined by Tukey’s t test after
ANOVA is denoted with an *** for p<0.01.

Figure S4. Cell sorting strategy for qPCR analysis. (A) Cells are first gated based on Forward X
Side scatter area. (B) Cells are next gated based on viability using Sytox Blue exclusion. (C)
Within viable cells, doublet discrimination is accomplished by Forward scatter height X width
and (D) Side scatter height x width gating. (E) After doublets are excluded, lineage negative cells
are gated. (F) Lin- cells are further restricted by analysis of CD45-cKit+. (G) Two-way cell



sorting gates are then established in order to purify cKit+DCF™ and cKit+DCF" in vehicle (left
FACS plot) or TCDD-exposed fetuses (right FACS plot).





Accessibility Report



		Filename: 

		1509820ART-SM-contents-508.pdf






		Report created by: 

		DHHS/NIH/NIEHS/EHP


		Organization: 

		





 [Personal and organization information from the Preferences > Identity dialog.]


Summary


The checker found no problems in this document.



		Needs manual check: 0


		Passed manually: 2


		Failed manually: 0


		Skipped: 1


		Passed: 29


		Failed: 0





Detailed Report



		Document




		Rule Name		Status		Description


		Accessibility permission flag		Passed		Accessibility permission flag must be set


		Image-only PDF		Passed		Document is not image-only PDF


		Tagged PDF		Passed		Document is tagged PDF


		Logical Reading Order		Passed manually		Document structure provides a logical reading order


		Primary language		Passed		Text language is specified


		Title		Passed		Document title is showing in title bar


		Bookmarks		Passed		Bookmarks are present in large documents


		Color contrast		Passed manually		Document has appropriate color contrast


		Page Content




		Rule Name		Status		Description


		Tagged content		Passed		All page content is tagged


		Tagged annotations		Passed		All annotations are tagged


		Tab order		Passed		Tab order is consistent with structure order


		Character encoding		Passed		Reliable character encoding is provided


		Tagged multimedia		Passed		All multimedia objects are tagged


		Screen flicker		Passed		Page will not cause screen flicker


		Scripts		Passed		No inaccessible scripts


		Timed responses		Passed		Page does not require timed responses


		Navigation links		Passed		Navigation links are not repetitive


		Forms




		Rule Name		Status		Description


		Tagged form fields		Passed		All form fields are tagged


		Field descriptions		Passed		All form fields have description


		Alternate Text




		Rule Name		Status		Description


		Figures alternate text		Passed		Figures require alternate text


		Nested alternate text		Passed		Alternate text that will never be read


		Associated with content		Passed		Alternate text must be associated with some content


		Hides annotation		Passed		Alternate text should not hide annotation


		Other elements alternate text		Passed		Other elements that require alternate text


		Tables




		Rule Name		Status		Description


		Rows		Passed		TR must be a child of Table, THead, TBody, or TFoot


		TH and TD		Passed		TH and TD must be children of TR


		Headers		Passed		Tables should have headers


		Regularity		Passed		Tables must contain the same number of columns in each row and rows in each column


		Summary		Skipped		Tables must have a summary


		Lists




		Rule Name		Status		Description


		List items		Passed		LI must be a child of L


		Lbl and LBody		Passed		Lbl and LBody must be children of LI


		Headings




		Rule Name		Status		Description


		Appropriate nesting		Passed		Appropriate nesting







Back to Top
